Heritability estimates in major depressive disorder (MDD) are of the order of 48-75%.
12
Few studies have examined the effect of the BDNF polymorphism in depression; the main region of interest to date has been the hippocampus which has shown mixed findings, with reduced volume in people who are Met carriers, 10, 13 as well as reduced and increased volume in those homozygous for Val, 14, 15 whereas previously we found no difference between genotypes. 16 However, studies in depression have been limited in their sample characteristics: absence of a healthy control group, 13 specified regions of interest (namely, hippocampus and amygdala), 10, [14] [15] [16] and measures of white-matter tracts only. 17, 18 Moreover, the majority of studies have measured regional grey-matter, including grey-matter density. The determinants of grey-matter volume of a given cortical region are its surface area and cortical thickness, which have distinct developmental and genetic origins. 19 Volumetric alterations are thus a product of independent or concurrent disparities in the two constituents. In a healthy sample Yang et al found a broad distribution of reduced cortical thickness in Chinese adults who were homozygous for Met compared with those homozygous for Val. 20 To our knowledge, BDNF Val66Met modulation of cortical thickness and surface area has not been investigated in MDD.
We sought to examine the effects of the BDNF Val66Met polymorphism on the neurocircuitry of depression, in particular the amygdala and the prefrontal regions of the anterior cingulate cortex (ACC), middle frontal and orbitofrontal cortices. We investigated the modulatory effects on regional brain volume and its components of surface area and cortical thickness. We expected to observe an effect of Met carrier status in reduced cortical volume in the middle frontal cortices, 7, 11 and perhaps in the corresponding cortical thickness, 20 in healthy participants, whereas it was uncertain whether the impact of the polymorphism would be sustained in MDD.
Method
The study was conducted in the UK and approved by the ethics research committee of the Institute of Psychiatry, King's College London; all participants provided written informed consent. All participants had previously participated in genetic association studies 21 and were of White European ancestry. A total of 153 persons were included: 79 patients with a diagnosis of recurrent major depressive disorder and a healthy control group (n = 74) 
Magnetic resonance imaging scans were acquired in 79 persons with MDD (mean age 49 years) and 74 healthy volunteers (mean age 50 years). Effects on surface area and cortical thickness were examined with multiple comparison correction.
Results
People who were Met allele carriers showed reduced caudal middle frontal thickness in both study groups. Significant interaction effects were found in the anterior cingulate and rostral middle frontal regions, in which participants in the MDD group who were Met carriers showed the greatest reduction in surface area.
matched for age, gender, handedness and IQ score. All participants in the MDD group met criteria for recurrent MDD, as characterised by the DSM-IV-TR using the Schedules for Clinical Assessment in Neuropsychiatry interview, 22 and the control group was screened to ensure that its members had never experienced a depressive episode. All participants were screened for contraindications to magnetic resonance imaging (MRI), as well as any indication of neurological disorder such as head injury leading to loss of consciousness or conditions known to affect brain structure, such as alcohol or drug misuse. Potential participants were excluded if they or a first-degree relative had ever experienced an episode of mania, hypomania, schizophrenia or mood-incongruent psychosis. The IQ score was measured using the Wechsler Abbreviated Scale of Intelligence, 23 depressive symptoms with the Beck Depression Inventory 24 and anxiety symptoms with the State-Trait Anxiety Inventory. 25 
Genotyping
Genotyping for the Val66Met BDNF polymorphism was performed using the TaqMan 5' exonuclease assay (www. appliedbiosystems.com). 16 The BDNF genotypes were divided into three groups: Val/Val, Val/Met and Met/Met. For the purposes of this analysis the groups were combined into Val homozygotes (Val/Val) and Met carrier (Met-allele) groups owing to the small number of participants homozygous for Met.
Image acquisition
Magnetisation-prepared rapid gradient echo (MP-RAGE) T 1 -weighted scans were acquired at 1.5 T (Signa HDx 1.5 T system, General Electric, Wisconsin, USA) with the following parameters: time to echo 3.8 ms, repetition time 8.59 ms, flip angle 88, field of view 24624 cm 2 , slice thickness 1.2 mm, number of slices 180, image matrix 2566256. The MP-RAGE volume was acquired using the Alzheimer's Disease Neuroimaging Initiative (ADNI) custom pulse sequence, with full brain and skull coverage. 26 
Statistical analysis
Grey-matter volumes, surface area and average cortical thickness were measured using Freesurfer Pipeline version 5.1.0 (http:// surfer.nmr.mgh.harvard.edu). The analysis involved removal of non-brain tissue using a hybrid watershed/surface deformation procedure, automated Talairach transformation, segmentation of the subcortical white-matter and deep grey-matter volumetric structures, intensity normalisation, tessellation of the grey matter-white matter boundary, automated topology correction and surface deformation following intensity gradients to optimally place the grey/white and grey/cerebrospinal fluid borders at the location where the greatest shift in intensity defined the transition to the other tissue class. Once the cortical models were complete, registration to a spherical atlas took place using individual cortical folding patterns to match cortical geometry across individuals. This was followed by parcellation of the cerebral cortex into units based on gyral and sulcal structures (see online Fig. DS1 ). The pipeline generated 68 cortical thickness, cortical volume, surface area, mean curvature, gaussian curvature, folding index and curvature index measures (34 from each hemisphere) and 46 regional subcortical volumes. All volumetric measures from each participant were normalised by the participant's intracranial volume; cortical thickness measures were not normalised.
As a priori hypotheses, only the following regions were examined: amygdala, anterior cingulate (rostral and caudal ACC), middle frontal cortex (rostral and caudal) and orbitofrontal cortex (medial and lateral) bilaterally. A multivariate analysis of variance (ANOVA) in SPSS version 21 was used to assess differences between the MDD group and the control group and also between those homozygous for Val and those classified as Met carriers (Val/Met and Met/Met genotypes). False discovery rate (FDR) was used to adjust for multiple comparisons resulting from the ANOVA models with a = 0.05. 27 
Results
The demographic characteristics of the sample are given in Table 1 , and the clinical details of the participants with depression are summarised in Table 2 . Most participants with depression were taking at least one antidepressant medication (n = 58), although some were not taking any medication at the time of the MRI scan (n = 21). The antidepressant medications encompassed selective serotonin reuptake inhibitors, serotonin-noradrenergic reuptake inhibitors, tricyclic antidepressants and other antidepressant classes. In addition, 7 patients were taking additional drugs for augmentation of the antidepressant medication: mood stabilisers, benzodiazepines, antipsychotic medication and thyroxine.
A significant effect of genotype that survived FDR correction for multiple comparisons was found in the left caudal middle frontal cortex (Brodmann's area 6) in cortical thickness, in which the Met carrier subgroup showed greater reduction in cortical thickness compared with the Val homozygote subgroup in both the MDD and control groups: Val/Val MDD group 2.474 mm 
Discussion
Modulatory effects of the BDNF Val66Met polymorphism as well as genotype by diagnosis interactions were revealed in key nodes in the neurocircuitry of MDD. Distinct effects were observed in the anterior cingulate and subregions of the middle frontal cortices implicating converging yet separate influences of the disease process, genetic modulation and their interaction.
Changes in prefrontal cortical regions
Pezawas et al provided the first report of an effect of the BDNF Val66Met polymorphism in the caudal middle frontal cortex, revealing reduced grey-matter volume in healthy individuals who were Met carriers compared with those homozygous for Val. 7 The potential contribution of cortical thinning to the volumetric reductions has recently been added, 20 and reduced middle frontal activity has also been observed in a healthy Met carrier group. 9 In our study we found a main effect of Met carrier status on cortical thinning in the caudal middle frontal cortex in both healthy individuals and in people with depression. Our study extends both the observation by Yang et al in healthy Chinese adults, 20 and the original finding, 7 by localising the contribution of cortical thinning to the reductions in caudal middle frontal volume. Moreover, this is the first report of the extent that Met carrier status leads to middle frontal cortical thinning, as the effect of the Met allele appears to supersede the disease process effects of MDD on cortical thickness. Grey-matter reductions in the caudal middle frontal region have been frequently observed in MDD, with further reductions in recurrent MDD. 28 Our findings indicate that the impact of the BDNF Val66Met polymorphism on cortical thinning in the caudal middle frontal region is even greater than that of recurrent MDD. It is possible that the influence of the Met allele in this region may not necessarily be causal in itself for MDD, but may be a predisposing, contributory History of suicide attempt, n (%) 14 (42) 19 (41) History of ECT, n (%) 2 (6) 4 (9) History of hospital admissions, n (%) 9 (27) 13 (28) Current antidepressant medication, n (%) 26 (79) 32 (70) BDI, Beck Depression Inventory; ECT, electroconvulsive therapy; MDD, major depressive disorder; STAI, State Trait Anxiety Inventory. a. There was no significant difference between the two groups for any of the measures.
factor in association with other neurogenic effects. Stress is linked to an increase in cortisol, which in turn causes a reduction in BDNF. 29 Individuals who are Met carriers are less able to compensate for this BDNF reduction owing to deficient transport of the BDNF preprotein which causes clumping around the nucleus, perhaps leading to neuronal atrophy in response to reduced BDNF levels. 4, 5 We also observed a significant interaction effect in surface area in the caudal anterior cingulate and rostral middle frontal cortices. The anterior cingulate and middle frontal cortices are key regions in the neurocircuitry of mood disorders, and the anterior cingulate is a well-replicated predictive marker of clinical response in MDD, 30 which is evident at the individual level. 31 Surface area and cortical thickness have independent genetic and developmental origins. 19 The radial unit hypothesis proposes that cortical thickness is determined by the number of cells within a neuronal column, and cortical surface area is determined by the number of neuronal columns. 32 There is support for a general regional expansion of surface area from childhood into adolescence, particularly in boys, 33 followed by subsequent decreases in adulthood with increasing age, 34 whereas cortical thinning is a pronounced feature of adolescence that continues into adulthood. 33 There is, however, some notable variability in the regional changes, 33, 34 for example the surface area of the anterior cingulate cortex may show relatively fewer changes in adulthood. 33 Modulation of grey-matter density by the BDNF Val66Met polymorphism in both the anterior cingulate and middle frontal cortices has been found in bipolar disorder, 35 and in the anterior cingulate in healthy individuals with a history of childhood abuse, 12 whereas no prefrontal regional effect has been reported in schizophrenia. 36 Our study localises the genetic influence to cortical surface area in its contribution to grey-matter volume, which had not been examined in previous studies in patient populations. 35, 36 It is possible that the surface area reduction we observed is an endophenotype for MDD, or more generally for mood disorders including bipolar disorder, or it may also be a feature in schizophrenia that has not been well captured by morphometric studies to date. The lack of an association of BDNF with schizophrenia, 37 however, suggests that the effect may be more strongly expressed in mood disorders.
Effects on amygdala volume
Contrary to our hypothesis, no significant interaction effect was found in the grey-matter volume of the amygdala. Our observations are consistent with findings in healthy individuals carrying the BDNF Met allele with a history of childhood adversity and in depression, 10, 12 but there have also been reports of reduced amygdala volume in healthy people with and without a history of stressful events. 8, 31 Similarly, studies of amygdala responsivity have been mixed, with reports of significant effects, 38, 39 but more frequently of no impact, 9, 40, 41 of the BDNF polymorphism. The literature on amygdala volume in depression, however, is inconsistent, with some suggestion that amygdala volume is reduced in more chronic forms of depression. 42 In our study, participants had a history of recurrent depression characterised by discrete acute depressive episodes with periods of euthymia rather than a more chronic, treatment-resistant type of depression. Our findings are most comparable with those of Frodl et al, who similarly did not observe any effect of diagnosis or BDNF genotype on amygdala volume. 10 
Study limitations
We limited our analysis to a priori defined regions in the prefrontal cortex and the amygdala within the neurocircuitry of depression. However, our sample size was relatively modest and replication in an independent sample is required. Cortical thinning in the medial orbitofrontal region has been reported in first-episode depression, 43 and in a younger cohort of patients with MDD (mean age 34 years) than in our study. 44 Although there was evidence of left medial orbitofrontal cortical thinning in MDD patients relative to healthy controls in our sample, this difference did not survive correction for multiple comparisons. Furthermore, BDNF Val66Met effects have also been observed in the temporal and parietal cortices in healthy Chinese adults. 20 There may also be a modulatory effect of early life stress, as healthy individuals carrying the Met allele with a history of greater stressful events have shown reduced grey-matter volume in the amygdala and hippocampus, 45 and also in the anterior cingulate cortex, 12 compared with a group homozygous for Val. Another limitation of our study is the absence of data on the history of possible childhood trauma in our participants, although it is unclear whether these effects would persist alongside the pathophysiological effects of the illness. Moreover, most of the participants with MDD were taking antidepressant medication, which may have had an effect on BDNF levels, 5 and in turn potentially on neural volumes. 46 The anterior cingulate region has been consistently identified as a predictive marker of clinical response, 30 and the BDNF polymorphism has shown an association with treatment response. 47 Furthermore, an interaction effect of BDNF and its high-affinity receptor, neurotrophic tyrosine kinase receptor 2 (NTRK2), gene polymorphisms has been associated with the development of treatment-resistant depression. 48 How these potentially complementary markers may interact at a neural level in predicting clinical response requires further investigation. Neural correlates of BDNF associations with clinical response in a sample of patients who were medication-free and perhaps in their first episode of depression would elucidate the effects of medication, recurrent episodes of depression and prediction of clinical response.
Concluding remarks
In summary, we demonstrated sustained effects of the BDNF Val66Met polymorphism on distinct subregions in the prefrontal cortex in depression. The effects in the caudal middle frontal regions exceeded those of the illness as Met carrier status was associated with greater cortical thinning in both MDD and control groups. Effects in the anterior cingulate and rostral middle frontal regions revealed an interaction with BDNF Val66Met genotype, in which the MDD Met carrier group showed the greatest reduction in surface area. Our findings specify the anterior cingulate and middle frontal regions as key regions within the neurotrophin hypothesis of depression. 
